Abstract: Drought-induced tree mortality is an increasing and global ecological problem. Stored non-structural carbohydrates (NSCs) may be a key determinant of drought resistance, but most existing studies are temporally limited. In this study, a 3-year 100% rainfall exclusion manipulation experiment was conducted to evaluate the response of NSC dynamics to drought stress in 25-year-old Pinus massoniana leaves and branches. The results showed: (1) compared with the control condition, leaf NSC concentration in the drought treatment increased 90% in the early stage (days 115-542) (p < 0.05), and then decreased 15% in the late stage (days 542-1032), which was attributed to water limitation instead of phenology; (2) the response of leaf NSCs to drought was more significant than branch NSCs, demonstrating a time lag effect; and (3) the response of P. massoniana to mild drought stress was to increase the soluble sugars and starch in the early stage, followed by an increase in soluble sugars caused by decreasing starch in the later stress period. Considering these results, mid-term drought stress had no significant effect on the total NSC concentration in P. massoniana, removing carbon storage as a potential adaptation to drought stress.
Introduction
The frequency and intensity of tree mortality associated with drought is increasing globally [1] [2] [3] .
As an important part of forest ecosystems, increased tree mortality could lead to worldwide large-scale forest die-off [4, 5] . Such widespread events would have long-term impacts on ecosystem structure and functioning [2, 6] , as well as forest carbon storage capacity [7] . Severe and recurrent drought events have been identified as a major contributing factor to forest decline and mortality, resulting in feedback to atmospheric carbon dioxide (CO 2 ) and climate [8, 9] . Despite a growing research interest surrounding the physiology of drought-induced tree mortality [10] , our current understanding of the adaptive mechanisms remains poor, limiting our ability to predict widespread mortality events, their feedback in the future climate system, and the impact on ecosystem services provided to humans [11] [12] [13] .
In existing studies, McDowell [14] formalized two non-exclusive hypotheses of hydraulic failure and carbon starvation to explain the impact of drought stress on water and carbon cycling.
Hartman et al. [1] examined NSC concentrations under drought conditions and found that leaves and branches showed little difference. Other studies that focused on different species or different tissues reported variable conclusions [39, 40] . A study showed that mortality caused by drought may not be defined by the organism, but by the tree tissue [1] . As such, the concentration of NSCs stored in different tissues may provide a comprehensive understanding of the response of trees to drought stress, helping to predict the impact of future global climate change on forest ecosystem carbon cycling.
To better understand the responses to precipitation reduction of plant-stored NSC concentration dynamics, and to reveal the effects of drought stress on plant carbon supply status, we conducted a 3-year rainfall exclusion experiment from April 2013 to January 2016 in Chang Ting county, Fujian province, China. Here, we measured the concentration of stored NSCs in leaves and branches of adult Pinus massoniana (Lamb.), which is widely used for afforestation in Chang Ting country, grown in both control (natural) conditions and drought (100% rainfall exclusion) treatments. We aimed to (1) determine the effect of mid-term drought on the concentration and composition of NSCs; (2) characterize the seasonal dynamics in NSC concentration over the study period; and (3) study the relationship between NSCs, their composition, and soil moisture content.
Materials and Methods

Study Site
The study site was located in the town of HeTian, in Southeast Chang Ting, FuJian province, China (116 • 18 -116 • 31 E, 25 • 33 -25 • 48 N; 310 m asl), which is one of the regions in Fujian province experiencing serious soil erosion. The climate is characterized as subtropical monsoon with distinguishing wet (March to September) and dry (October to February) seasons. The study site had a mean annual rainfall of 1737 mm, which mainly fell from May to July, and a mean annual temperature between 17.5 and 18.8 • C. The lowest recorded temperature was −7.8 • C, and the highest recorded temperature was 39.8 • C from April 2013 to January 2016. Climate data were collected every 15 min from an automatic meteorological station installed at the study site to monitor temperature, precipitation (Figure 1 ), and soil moisture content ( Figure 2 ). According to Figure 1 , we used the linear combination of the two most important climatic factors (precipitation and temperature) to define the aridity condition, called the Bagnouls-Gaussen diagram [41] . The climate was defined as arid when the value of precipitation was lower than the double value of the mean temperature, "P-2T". As illustrated by Figure 1 , the hydric balance inverted when the precipitation point was below the temperature. Thus, the results estimated that only October 2013, January 2014, April 2014, September 2014, October 2014, and October 2015 experienced soil water deficiency between April 2013 and January 2016. Therefore, we concluded that there was no aridity at the study site, which could be considered as a control group. The main soil type of this study site was red soil, derived from medium-to-coarse crystalline granite. Most of the soil exposed the soil core (B layer), the parent material layer (C layer), and the mother rock (D layer). Vegetation cover in the study area was low. The dominant species were P. massoniana, Dicranopteris dichotoma (Thunb.) Bernh., and less shrub and grass vegetation occurred under the forest. 
Experimental Design
A 3-year rainfall exclusion experiment under natural setting were running in the study area since April 2013. We set up four 20 × 20 m sample plots facing southwest on a 30° slope at 333 m above sea level. Inside these four sample plots, we had 42 adult P. massoniana individuals, nearly 25 years old, with 10 or 11 P. massoniana individuals in each sample, which were seeded by aircraft in the 1990s. On average, the P. massoniana individuals were 4.2 cm in diameter at breast height (DBH), 2.4 m in height, with a leaf length of 8.5 cm. Two assigned plots received a drought treatment. To avoid the influence of slope on sampling, these two plots included one from up-slope and the other from down-slope. The drought treatment, which was achieved by fixing 4 m of transparent ultraviolet (UV) paint wave tile (light transmittance 90%), installed parallel to the terrain so that rainfall could flow down the slope. PVC strips did not produce changes in environment temperature or humidity. In addition, an 80-cm deep ditch lined with aluminum was dug along the entire top edge of the drought treatment plots to prevent surface runoff inflow. The drought treatment resulted in decreased soil moisture over the 3-year period. 
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Leaf Water Potential
To test the effectiveness of the rainfall exclusion on plant water status, leaf water potentials were measured at dawn (Ψ d ) nearly once per month from April 2013 to March 2014 with a WP4 dew-point potential meter (Decagon Device, Pullman, WA, USA). The six target individuals, which included three from the up-slope plot and three from the down-slope plot were chosen from each treatment. Two south-facing braches from the upper and middle parts of each tree crown with healthy leaves were collected from each individual, immediately placed in a cold closet (0-4 • C), then taken to the laboratory to determine the leaf water potentials.
Sampling Methods
After 115 days of continuous 100% rainfall exclusion, three individuals 4.2 cm in diameter and 2.4 m in height within the center of each plot, to avoid the border effect (n = 12), were randomly selected. The six individuals from each treatment included three from the up-slope plot and three from the down-slope plot. Plant sampling dates were chosen according to the main climatic drivers at the study site. (28 January 2016, winter) . On 28 January 2016, we found that two sampled individuals in the drought treatment had died, and decided to terminate the experiment. In all cases, leaves and branches were collected from each sampled individual to measure the concentrations of stored NSCs. To minimize diurnal variability in NSCs, four small branches exposed to the sun were always collected between 9:00 and 11:00 a.m., from the southeast and northwest direction of the upper and middle parts of each tree crown, above which we selected well-developed leaves. Leaf samples were 8.3 to 8.6 cm in length and branch samples were 0.3 to 0.5 cm in diameter (with bark removed). Samples were mixed to create one leaf sample and one branch sample. All the samples were immediately stored in a cold closet (0-4 • C) prior to performing laboratory analyses. To minimize continued enzymatic activity, all samples were microwaved at 800 W for 5 min, then dried at 65 • C for 48 h until a constant weight was reached. Leaf and branch samples (with bark removed) were ball-milled to a fine powder (Tissuelyser-24, Shanghai, China) for analysis.
NSC Analysis
We measured NSC concentration using the sum of soluble sugar and starch concentrations using the anthrone method [42] with some minor modifications. A 0.05 g subsample of ground tissue was placed in a 10 mL centrifuge tube, and 5 mL of distilled water was added. The sample was then subjected to 80 W ultrasonic disruption at normal atmospheric temperature for 30 min. The mixture was incubated at 100 • C in a water bath for 10 min and then cooled. The sample was then centrifuged at 4000 r/min for 20 min. The supernatant, after three extractions, was used for soluble sugar determination.
Starch was extracted from the residue at the top of the centrifuge tube, then 1.5 mL of 9.2 M HClO 4 and 3.5 mL of distilled water were added to the mixture and left to sit overnight. The following day, the sample was subjected to a boiling water bath for 10 min. After cooling to room temperature, the sample was centrifuged at 4000 r/min for 20 min. After three extractions, the supernatant was used for starch determination.
Both the soluble sugar and starch concentrations were determined based on the absorbance at 625 nm using the same anthrone reagent in a spectrophotometer (TU1901, Persee, Beijing, China) [42] . Finally, the corresponding content was deduced using the formula (y =
, where y is the soluble sugar or starch concentration expressed as mg/g, M is the glucose concentration determined from the standard curve, V1 is the sample extraction volume, V2 is the extract volume at color development, W is the sample weight, and C is the dilution ratio at color development.
Statistical Analyses
All results are reported as mean ± standard deviation (SD) for the six replicates. We used repeated measures of analysis of variance (ANOVA) to study the effects of treatment and time on the amount of stored NSCs and their composition. One-way ANOVA was used to detect the effects of different treatments on the above indices. Single linear regression models were used to compare the relationships among NSCs, soluble sugar, starch concentration, and the ratio of soluble sugar to starch for the soil moisture content. Significance and high significance levels for all tests were set at p < 0.05 and p < 0.01, respectively. All statistical analyses were performed using SPSS 19.0 (SPSS Inc., Chicago, IL, USA). Diagrams were drawn using Origin 8.0 software.
Results
Soil Moisture Content and Leaf Water Potential During Mid-Term Drought
Soil moisture content differed between drought and control treatments. During the 1032 days of continuous monitoring, the soil moisture content at 20 and 80 cm depths of the control treatment was significantly higher than the corresponding soil moisture in the drought group, by 11.87% and 13.54%, respectively ( Figure 2) . Nevertheless, the average soil moisture content in the drought group, 10.69% at 20 cm depth and 17.31% at 80 cm depth, appeared to be able to meet the demands of a normal metabolism. We proposed two mechanisms to explain this phenomenon: (1) moderate slope limited the degree of drying due to below-ground flow; and (2) complete stomatal closure occurred under drought conditions at the beginning of the experiment. Overall, with 1737 mm annual rainfall at the study site, the experiment might be defined as mild drought [43] . Mild drought conditions are more representative of the real scenarios that are expected under natural conditions. In order to check the effects of rainfall exclusion on P. massoniana, leaf water potentials were analyzed. The effect of increasing drought on Ψ d is seen in 
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NSC Concentration and Composition in Different Treatments
Between treatments, the mean NSC concentration in the leaves in the drought group (183.91 mg/g) was somewhat higher than the control group (178.87 mg/g). The mean NSC concentration in the branches in the drought group (184.32 mg/g) was slightly lower than the control group (194.11 mg/g). No significant differences were found between the control and drought groups for either tissue type over the course of the study period. However, different treatments had different NSC dynamics: in the control treatment, total leaf NSC concentration showed substantial seasonal variability from 2013 to 2016 (Figure 4) . In both 2013 and 2014 from spring through autumn, a gradual upward trend in total leaf NSC concentration was observed. The peak leaf NSC concentration value was observed on days 185 (27 October 2013, autumn) and 542 (15 October 2014, autumn) (Figure 4) . The peak leaf NSC concentration in 2015 was observed in summer, and the seasonal dynamics differed from 2013 and 2014 ( Figure 4 ). In the drought group, total leaf NSC concentration increased significantly in the early stages (days 115-542) (p < 0.05), then decreased in the late stages (days 542-1032) of the experimental period ( Figure 4 
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As for the branches, the control group also showed seasonal dynamics, with an annual peak in summer or autumn, and a valley in spring or winter. The branch NSC concentration dynamics of different treatments across three years differed from those of the leaves (Figure 4) . From day 115 to day 467, the branches of the drought group displayed the same trend as the control group. From day 467 to day 542, NSC concentration decreased significantly (p < 0.05; Figure 4 ), then generally increased after declining in the drought group. The effects of drought, sampling time, and their interaction on the soluble sugar concentration, starch concentration, NSC concentration, and the ratio of soluble sugar to starch were obvious (Table  1 ). The average concentration of soluble sugar in the leaves was 97.21 mg/g in the drought group and 89.98 mg/g in the control group, which is an increase of about 8.02%. Soluble sugar concentration in the leaves of the drought group was significantly lower than in the control group in the early stages of rainfall exclusion (p < 0.05; days 115-256). The gradual upward trend in the soluble sugar concentration of the drought group between days 256 and 1032 was greater than observed in the control group ( Figure 5) . However, the average leaf starch concentration decreased by 2.46% in the drought group compared to the control group ( Figure 6 ). Leaf starch concentration in the drought group showed a trend of increasing first, then decreasing rapidly ( Figure 6 ). The ratio of soluble As for the branches, the control group also showed seasonal dynamics, with an annual peak in summer or autumn, and a valley in spring or winter. The branch NSC concentration dynamics of different treatments across three years differed from those of the leaves (Figure 4) . From day 115 to day 467, the branches of the drought group displayed the same trend as the control group. From day 467 to day 542, NSC concentration decreased significantly (p < 0.05; Figure 4 ), then generally increased after declining in the drought group.
The effects of drought, sampling time, and their interaction on the soluble sugar concentration, starch concentration, NSC concentration, and the ratio of soluble sugar to starch were obvious (Table 1) . The average concentration of soluble sugar in the leaves was 97.21 mg/g in the drought group and 89.98 mg/g in the control group, which is an increase of about 8.02%. Soluble sugar concentration in the leaves of the drought group was significantly lower than in the control group in the early stages of rainfall exclusion (p < 0.05; days 115-256). The gradual upward trend in the soluble sugar concentration of the drought group between days 256 and 1032 was greater than observed in the control group ( Figure 5) . However, the average leaf starch concentration decreased by 2.46% in the drought group compared to the control group ( Figure 6 ). Leaf starch concentration in the drought group showed a trend of increasing first, then decreasing rapidly ( Figure 6 ). The ratio of soluble sugar to starch in the drought group increased significantly with the increase in isolation time (p < 0.05; Figure 7 ), which had significant seasonal dynamics in the control group (p < 0.05; Figure 7 ). The effect of season on branch starch in the control group was not significant, but treatment effects were significant for soluble sugar concentration (p < 0.01; Figures 5 and 6 ; Table 1 ). sugar to starch in the drought group increased significantly with the increase in isolation time (p < 0.05; Figure 7 ), which had significant seasonal dynamics in the control group (p < 0.05; Figure 7 ). The effect of season on branch starch in the control group was not significant, but treatment effects were significant for soluble sugar concentration (p < 0.01; Figures 5 and 6 ; Table 1 ). 
Relationship between NSC and Soil Moisture Content
In this study, negative linear correlations were found between deep soil (80 cm) moisture content and leaf NSC concentrations, and soluble sugar concentration in the drought treatment, respectively (p < 0.05; Figure 8 ). Leaf starch concentrations from days 115-542 showed negative linear correlations with deep soil (80 cm) (p < 0.05; Figure 9 ). While leaf starch concentration from days 638-1032 showed positive linear correlations with deep soil (80 cm) moisture content, the relationships were not significant, which is different from leaf starch concentration for days 115-1032. 
Discussion
Drought Effect on NSC Concentration
NSCs are considered one of the most critical aspects for tree survival under drought conditions [44] . Our study analyzed the time dynamics of NSCs in P. massoniana leaves and branches over a 3-year period, comparing six trees subjected to a drought treatment with six control trees. We found a common phenomenon: mild drought did not significantly alter carbon allocation to leaf and branch NSCs. Mild drought stress may lead to a slowdown in growth before any effects are observed on a carbohydrate level [31, 33] . An important result of this drought simulation on leaf NSC dynamics was that NSC concentration significantly increased 89.73% in the early stages of drought (days 115-542) and decreased 14.7% in the late stages (days 542-1032), which was consistent with the conclusions provided by McDowell [26] . The reasons for this phenomenon are that in the early stages of drought stress, cellular turgidity restricted plant growth before photosynthesis decreased [45] , and an imbalance in carbohydrate supply and demand caused an NSC surplus [27, 28] . With continued drought and having a higher sensitivity to drought, photosynthesis decreased prior to 
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NSCs are considered one of the most critical aspects for tree survival under drought conditions [44] . Our study analyzed the time dynamics of NSCs in P. massoniana leaves and branches over a 3-year period, comparing six trees subjected to a drought treatment with six control trees. We found a common phenomenon: mild drought did not significantly alter carbon allocation to leaf and branch NSCs. Mild drought stress may lead to a slowdown in growth before any effects are observed on a carbohydrate level [31, 33] . An important result of this drought simulation on leaf NSC dynamics was that NSC concentration significantly increased 89.73% in the early stages of drought (days 115-542) and decreased 14.7% in the late stages (days 542-1032), which was consistent with the conclusions provided by McDowell [26] . The reasons for this phenomenon are that in the early stages of drought stress, cellular turgidity restricted plant growth before photosynthesis decreased [45] , and an imbalance in carbohydrate supply and demand caused an NSC surplus [27, 28] . With continued drought and having a higher sensitivity to drought, photosynthesis decreased prior to respiration and carbohydrates produced by photosynthesis could no longer meet the normal physiological metabolic demands of trees, resulting in the consumption of stored NSCs [11, 26, 46] .
From days 115 to 467, the P. massoniana in-branch NSC concentration in the drought treatment was similar to the control group, which decreased significantly. Compared with leaves, the NSC difference between treatments was observed from the beginning of the experiment, and the branches demonstrated a time lag phenomenon. This phenomenon suggests a reduced sensitivity of the branches to drought compared to leaves [47] . Branches may represent a carbon pool, promoting plant survival in a stressed environment.
When analyzing the leaf NSC seasonal dynamics, we found that phenology influenced NSCs, as indicated by the seasonal patterns of the control treatment [48] . The leaf NSC concentration in the control treatment gradually increased during the growing season, peaking when soil moisture content was lowest. This trend aligns with the standard conceptual model for NSCs, which states that the pool was depleted when demand exceeded supply and increased when the supply exceeded demand [49] . We propose three aspects to explain these phenomena: (1) NSCs increased during the growing season because the production of photoassimilates exceeded metabolic and growth demand for carbon; (2) carbohydrates draw down during the dormant season, when photosynthesis decreases and reserves are used to provide the energy required for normal metabolism [23, 27] ; and (3) during the growing season when water is deficient, the secondary metabolic processes that synthesize structural material were weakened and NSCs increased, resulting in peak NSC concentration during the dry season [36, 50, 51] . In terms of branches, the control group demonstrated a seasonal trend, but the consistency was not as obvious as for the leaves. Our sampling of leaf and branch NSCs provided an incomplete picture of the whole-tree NSC budget, but as the important tissues assimilating carbon, the leaves and branches could serve as an indicator of the NSC status of the entire tree.
Sugar Transfer and Transformation under Drought Stress
Transfer and transformation of NSCs in plants is an important adaptation mechanism to drought stress [24, 52] . In our study, continued drought stress led to the increase in soluble sugar concentrations in leaves, and there was a significant negative linear correlation with soil moisture content. Many studies have agreed with this conclusion and stated that soluble sugar is an important aspect that helps adjust the osmotic potential of plant cells according to the available soil moisture [53] . The integrity of the conduit and a certain turgidity must be maintained to ensure the normal functioning of plant physiological processes under drought conditions [24] . When the soluble sugar concentration was low, starch was converted into sugar in order to resist stress [54] . However, a significant negative linear correlation between starch concentration and soil moisture content was observed from days 115-542, which is contrary to the results of many other studies [55] [56] [57] . Therefore, we further analyzed our results and found a positive linear correlation, although non-significant between days 638 and 1032. We have two reasons for analyzing this phenomenon: (1) In Chang Ting county, which is experiencing extensive soil erosion and is considered a severely degraded ecosystem, P. massoniana was a pioneer species for regional reforestation in the region. After nearly 25 years of cultivation, a unique ecological adaptation mechanism has developed: at the beginning of the mild drought, plant growth slows down, but the water retention in leaves can still maintain normal photosynthesis. Leaves act as carbon sources by assimilating carbon, and a normal metabolism is maintained, then many of the remaining carbohydrates are stored to resist stress enhancement at a later time. Owing to this, P. massoniana could maintain normal functioning [55] [56] [57] in the later period by decomposing starch to increase soluble sugar and the concentration of osmotic substances. (2) In the period between days 638 and 1032, the decrease of starch content was not significant. This may have occurred because this experimental period was during a mid-term drought, and as the isolation time increased, the decrease in starch became significant. However, up to now, the mid-term and long-term responses of stored NSC reserves to drought remained unclear.
Soluble sugar was not only used to resist stress, but also to adapt to changes influenced by seasonality. Analysis of the ratio of soluble sugar to starch in leaves and branches between different treatments showed that seasons affected the NSC storage dynamics. The ratio for P. massoniana leaves was similar to that reported for evergreen plants in China [58] . From summer to autumn, more starch was accumulated and converted into soluble sugar in winter and early spring to compensate for the loss of carbon due to decreasing photosynthetic capacity. However, few studies have been conducted on the branches; the ratio of soluble sugar to starch of branches was lower than found for Larix gmelinii [47] . Because of differences in terms of the length of the studies, no comparable data was available.
Conclusions
Drought events were associated a minimal NSC concentration change, potentially affecting the capacity of individuals to recover during mid-term mild drought [37] . In the sampled adult trees, a phenomenon where starch was transferred to soluble sugar to cope with drought stress was observed. During the drought process, leaves were the first to react, followed by branches, which showed a time lag effect. Our results highlight the importance of mid-term experiments to fully understand drought response, as our results differed from short-term studies [59] . Future global climate changes will directly affect NSC concentrations in plants, which in turn will affect physiological and biochemical processes [35, 60] . Therefore, a better understanding of the controls and mechanisms of drought resistance is crucial for accurate predictions and mitigation strategies. 
